The Eurotransplant (The Eurotransplant International Foundation) acceptable mismatch programme has been shown to be a successful tool to enhance transplantation of highly sensitized patients(HSPs). However, patients with rare HLA phenotypes in relation to the Eurotransplant donor population remain on the waiting list. EUROSTAM is an European Union funded project to explore the feasibility of a Europe-wide acceptable mismatch programme enabling transplantation of HSPs with rare HLA phenotypes within their own organ exchange organization.
The present study, which forms part of the EUROSTAM project, assesses the differences in the practices of the laboratories in different countries with respect to their HLA antibody profiling and risk adverseness. In the serum exchange exercises of 18 samples, a high level of variability has been shown in both assays and interpretation of results. In the data exchange exercise when all participants were given the same Luminex raw data for analysis, a high degree of consensus was reached where the median fluorescent intensity values of beads were <500 and >2000 for standard single antigen bead assays, or <500 and >5000 for assignment of acceptable mismatches. The risk adverseness analysis has showed distinct patterns of attitudes towards the perceived risks based on HLA antibody assay results, most probably influenced by the local protocols of the clinical transplant programme of each laboratory. In order to ensure fairness and maintain consistencies of organ exchange among partner transplant centres, a centralized facility will be instrumental for a uniform definition of acceptable mismatches. and II SAB (LSA1 and LSA2) was also performed in 3/6 laboratories (Laboratories A, B, F). For each serum sample, each participating laboratory assigned all HLA specificities covered by the kits as either "positive" or "negative" in each of the assays. Based on the results of the testing, each HLA specificity was also designated as an "acceptable mismatch" (AM) or an "unacceptable mismatch" (UM) according to local criteria. The results were collated centrally and analysed for concordance.
K E Y W O R D S

| Data exchange exercise
There was also an exercise whereby data were exchanged. Median fluorescence intensity (MFI) values from the six samples tested by the five laboratories using the LABScreen SAB assay in the 2015 serum exchange generated five sets of data (sets 1-5). The data were anonymized and sent to all of the six participating laboratories. Each laboratory assigned the HLA-A, -B, -C, -DR and -DQ antibody specificities and AM based on each set of data for each sample ( Figure 1) . Results of the analyses were submitted centrally, collated and analysed.
| Analysis
First, the consensus scores in the interpretation of specificities from one set of MFI results were calculated. Consensus scores range from 3-6, where 6 is full consensus and 3 is no consensus. Figure 2 shows how the consensus scores were calculated for each specificity in a sample. This calculation was also performed for the assignment of acceptable mismatches. In order to explore how MFI values influenced the decision to assign an antibody specificity or designate an AM, further analysis was performed. In this analysis, each specificity was mapped to a baseline MFI value from one set of data. When an HLA specificity was represented by more than one allele, the value from the bead with the highest MFI value was used. For example, in LABScreen SAB class I kit (LS1A04), HLA-A2 is represented by beads coated with HLA-A*02:01, A*02:03 and A*02:06 and the highest MFI value of these three beads was given to HLA-A2 in the analysis. Another example is in the LABScreen SAB class II kit (LS2A01), where HLA-DQB1*03:01 is represented by five beads with different HLA-DQA1 alleles, the highest MFI value of these five beads was given to DQ7 for analysis in this study.
An assumption was made that antibody specificities directed against HLA-DQ were against the HLA-DQB chain. Inclusion of HLA-DQA was beyond the scope of the analysis.
| Data analysis and visualisation
For the initial data collection and conversion Microsoft Excel and Visual Basic for Application (VBA) (Microsoft, Redmond, Washington) were used. All of the subsequent data processing, analysis and visualisation were performed by bespoke algorithms using the Python programming language (Python Software Foundation, Wilmington, Delaware) and third party libraries, including Pandas 9 and
Matplotlib. 10 3 | RESULTS
| Serum sample exchange analyses
Following the pilot exchanges in 2013 and 2014, six further samples were tested in 2015. The results from SAB testing were received from all laboratories, collated and analysed for concordance. Concordance was defined when the presence or absence of a specificity was reported by all of the laboratories performing the assay. The level of concordance between laboratories in defining specificities at HLA-A, -B, -C, -DR and -DQB is shown in Table 1 . When the antibody specificities defined by Lifecodes and LabScreen assays were analysed together, the concordance F I G U R E 1 Data exchange exercise. Samples 1 to 6 were tested by five laboratories in the 2015 sera exchange exercise. Five sets of MFI data were generated for each sample (sets [1] [2] [3] [4] [5] . The data were sent to all of the six participating laboratories (A-F) for analysis. Each laboratory assigned the HLA-A, -B, -C, -DR and -DQ antibody specificities and designated AM for every set of results for every sample F I G U R E 2 Illustration of the consensus score calculation. In the data exchange exercises, when analysing a sample the laboratories assigned antibody specificities as either positive or negative, which were then coded as 1 or 0, respectively. Columns labelled A-F give the examples of results from six participating laboratories (A-F). The highest consensus score is 6, when all laboratories agree. The lowest consensus score is 3, where only half of the laboratories are in agreement. For example in the illustration above, HLA-A1 and HLA-A2 both have a consensus score of 6. HLA-A1 was assigned as positive and HLA-A2 was assigned as negative by all laboratories. The same consensus score calculation was applied to the designation of acceptable mismatches was relatively low, ranging from 38% for HLA-B and HLA-C to 52% for HLA-A and HLA-DQ. However, when the results from each of the kits were analysed separately the level of concordance was higher. The level of concordance achieved by LabScreen ranged from 88% for HLA-A and HLA-DQ, to 91% for HLA-C; and for Lifecodes from 79% for HLA-B, to 95% for HLA-DQ.
When the results of these assays were used to assign an acceptable mismatch the level of concordance was significantly lower, ranging from 60% for HLA-DQ to 74% for HLA-DR (Table 1) .
| Data exchange analyses
| Consensus score vs MFI
The serum exchange exercises showed a lack of concordance between laboratories in designating AM when based on assays performed in their own laboratory. The MFI values in Luminex assays can be influenced by factors including laboratory protocols and individual operators. 11 Therefore, a data exchange exercise was conducted to eliminate these factors and focus on how MFI values are used in interpretation.
Five sets of MFI data for each of six samples tested using LabScreen SAB were sent to all six partner laboratories to be used to assign antibody specificities and AM. Consensus scores were calculated for each specificity on each sample as described in Section 2.
Exploratory data analyses were performed to understand the relationship between the consensus scores and MFI values. In Figure 3A the consensus scores of the HLA antibody specificity assignment for HLA-A, -B, -C, -DR and -DQ were plotted against MFI values on a logarithmic scale. For the majority of specificities (2726/3150, 87%) there is complete agreement with a consensus score of 6, this applies to the MFI of <1000 or >2000. Most of the lower levels of consensus (60/3150, 2% scored 3 and 127/3150, 4% scored 4) are distributed around the MFI range 1000 to 2000. Figure 3B shows similar trends for designation of acceptable mismatches. However, there are a lower proportion of AM where there is a consensus score of 6 (2174/3150, 69%) while the lower level consensus scores (3 and 4) are associated with a wider range of MFI values, 500 to 2500.
To further analyse the influence of MFI value on the assignment of specificities and designation of acceptable mismatches, the specificities and AM have been grouped according to MFI ranges. Figure 4A shows that in the SAB assay, when the MFI is <1000 or >5000, 95% and 94% of specificities respectively, have consensus score of 6, that is, there is full agreement. There were 587/3150 (19%) specificities within the other MFI ranges, 3001 to 5000, 2001 to 3000 and 1001 to 2000. The number of specificities reaching full consensus decreases as the MFI values decrease. For specificities within the MFI value range 1001 to 2000, only 40/249 (16%) had a consensus score of 6.
In designating AM, Figure 4B , for AM derived from MFI values >5000 there is 93% full agreement with a consensus score of 6. However, the overall level of consensus was lower than that for assigning specificities in all other MFI ranges.
There is clearly more variation between laboratories in designation of AM than in assignment of antibody specificity. In addition to a difference in the MFI cut-offs applied, the variation may also be influenced by different clinical approaches to transplanting sensitized patients in the participating centres.
| Strategy when assigning acceptable mismatches
In order to explore approaches taken to designate AM in different centres, an analysis was performed on the 607/3150 (19%) specificities where the consensus score was 5, that is, either five of six centres designated the specificity as an AM and the remaining laboratory designated an unacceptable mismatch UM or vice versa. Figure 5 shows the number of specificities differing from the consensus in each laboratory. Laboratory B designated 241 (7.7%) specificities as acceptable when the consensus was unacceptable, whereas 
| DISCUSSION
The aim of the EUROSTAM project is to analyse the feasibility of starting a Europe-wide acceptable mismatch programme in order to enhance transplantation of HSPs with rare HLA phenotypes in relation to their own donor population. A prerequisite for a fair prioritized allocation of donor kidneys to these patients via an acceptable mismatch programme is a uniform definition of acceptable mismatches. The current policy within Eurotransplant is that eligibility of the patients for the acceptable mismatch programme and definition of acceptable mismatches are validated by the Eurotransplant Reference laboratory. Findings in the present study confirm previous publications on the inter-laboratory variability of Luminex assays [11] [12] [13] although the study has still several limitations as basis for a successful Europe-wide acceptable mismatch programme. The analyses were solely based on antibody testing results; AM designations were not performed in the context of transplant recipients. Repeat mismatches of previous transplants, and partner mismatches in the case of female patients, were not taken into account. The role of HLA-DQA and -DP-specific antibodies has not been considered in this pilot study, although these are certainly relevant for the allocation of donor kidneys to HSPs. The same holds true for allele-specific antibodies, which may be a reason to consider high-resolution typing of patients and donors in a future Europe-wide acceptable mismatch programme, 14 especially as the frequency of the alleles may differ among the different European populations. 7 The observed variation in the definition of acceptable mismatches is not only due to differences in laboratory procedures or technical aspects of the assay. It is clear that the interpretation of the same results still leads to discrepancies. As expected, the degree of agreement was the highest in cases where the MFI values were very low or very high, whereas most discrepancies were observed in cases where the MFI value was between 1000 and 2000. All the laboratories have their own protocols and policies tailored for their particular clinical team. The interpretation of a given set of results and the appetite for risk are influenced by the environment created by the clinical protocols, a universal protocol and a strict MFI cut-off value for assigning specificities in general is not practical. However, in the case of participation in a Europe-wide acceptable mismatch programme, a high level of consensus is crucial both for the definition of eligible patients and the allocation of kidneys on the basis of acceptable mismatches. Although centres can decide whether to accept or decline organs based on their own protocols and appetite for risk, a final check by a central facility, as is currently the case for the Eurotransplant acceptable mismatch programme, will increase fairness and transparency of a future Europe-wide acceptable mismatch programme.
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